MBP-TIP150, GST-TIP150 deletions, GST-EB1 deletions, and HIS-EB1 were expressed in Rosetta (DE3) pLysS (Novagen) at 30°C and purified using Amylose resin (New England Biolabs), glutathione-Sepharose 4B (Amersham Biosciences) and Ni-NTA agarose (QIAGEN), respectively, as described (Yao et al., 1997) . MCAK was expressed and purified as previously described (Maney et al., 1998) .
depolymerize MT was added. The proceeding steps were carried out as previously described . Immunoprecipitation experiments were performed as previously described (Yao et al., 2000) using Ezview Red anti-flag M2 Affinity Gel (Sigma) or anti-flag M2 coupled to UltraLink Protein A/G (PIERCE).
Cell culture and transfections of plasmids and siRNAs
HeLa and 293T cells (American Type Culture Collection), were maintained in Dulbecco's modified Eagle's medium (Invitrogen), supplemented with 10% fetal bovine serum (Hyclone), 2 mM L-glutamine (Invitrogen), 100 units/ml penicillin and 100μg/ml streptomycin (Invitrogen) at 37°C, 5% CO 2 and 95% humidity. The 293T cells were transfected by Calcium phosphate methods. Lipofectamine 2000 reagents were used for plasmids and SiRNAs transfection into HeLa cells. The SMARTPOOL siRNAs (L-006850-01, Dharmacon) were used to knockdown TIP150. The target sequences of MCAK and EB1 siRNAs have been described previously (Cassimeris and Morabito, 2004; Wen et al., 2004) and synthesized by Dharmacon Inc.
For analyzing the exogenous GFP-TIP150 expression, transfected HeLa cells were harvested 30-36 h after transfection and lysed in 1x SDS-PAGE sample buffer. Samples were subjected to SDS-PAGE on 6% gel and transferred onto nitrocellulose membrane. Western blotting analysis carried out using transfected cells showed that exogenously expressed GFP-TIP150 protein was about half the level of endogenous TIP150 in HeLa cells (Fig S1) . Assuming a transfection efficiency of about 50%, the actual expression level of GFP-TIP150 in positively transfected HeLa cells is about the same level of endogenous protein.
Immunofluorescence and image analysis
HeLa cells were fixed in methanol at -20°C for 3 min. The following procedures were as described previously (Yao et al., 2000) . Mapping the EB1-binding domain on TIP150. Purified GST-TIP150N4 and GST-TIP150P proteins on glutathione agarose beads were used as an affinity matrix to isolate His-EB1 from the bacterial lysates. GST-TIP150 bound materials were resolved by SDS-PAGE and immunoblotted with an anti-EB1 antibody. Note that His-EB1 was selectively absorbed by GST-TIP150-N4 and GFP-TIP150-P. 
Fig S4
Purified MBP-TIP150 protein (10 µg) was incubated with preformed microtubule followed by cosedimentation. Equal proportion of materials from supernatant and pellet fractions was separated on SDS-PAGE and visualized by Coomassie blue stain. Anti-GFP F l a g -T I P 1 5 0 + G F P F l a g -T I P 1 5 0 + G F P -T I P 1 5 0 F l a g -T I P 1 5 0 + G F P -T I P 1 5 0 -( N + P ) F l a g -T I P 1 5 0 + G F P -T I P 1 5 0 -C C F l a g -T I P 1 5 0 + G F P F l a g -T I P 1 5 0 + G F P -T I P 1 5 0 F l a g -T I P 1 5 0 + G F P -T I P 1 5 0 -( N + P ) F l a g -T I P 1 5 0 + G F P -T I P 1 5 0 -C C 
Figure S7
Suppression of EB1, TIP150 and MCAK did not change the gross structure of microtubules. HeLa cells were transfected with indicated siRNA oligonucleotides and scramble control. Forty-eight hours after the transfection, transfected cells were fixed and stained for tubulin (red). Note microtubule structure is intact in all tested system. Bar, 5 µm
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